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Materials and Methods

Hemolysates
were prepared from anticoagulated blood by routine techniques. Consistent electrophoretic patterns were obtained by adjusting the Hb concentration of each hemolysate to about 10 g/100 ml and re-extracting old hemolysates with chloroform before testing.
Electrophoresis was carried out in a "Polyanalyst" apparatus (Buchler Instruments, Ft. Lee, N. J. 07025). Buffer temperature was maintained at 10 #{176}C with a circulating water bath. A stock solution of acrylamide (14 g/dl) with methylenebisacrylamide (0.4 g/di was prepared monthly and stored at 4 #{176}C. Before electrophoresis, 12.5 ml of the stock solution was diluted with 25 ml of Tris-EDTA-borate buffer1 (pH 8.28), and 0.07 ml of N,N,N',N'-tetramethylenediamine was added. The acrylamide buffer solution was activated by addition of 12.5 ml of a fresh ammonium persulfate solution (0.48 g/dl) and pipetted into cylindrical glass tubes (75 x 5 mm), sealed by rubber caps. The tubes were filled to within 10 mm of the top and one drop of water was layered over the solution to prevent meniscus formation.
After the gels were formed, both electrode chambers were filled with a fivefold-diluted The
the exact width of the Hb A2 band, we used a simple gel-cutter made of lucite, which held two razor blades 4 mm apart. By centering this band under the blades, a similar amount of gel, containing the entire visible portion of the Hb A2 band (and therefore, within experimental error, all of the Hb A2), could be obtained from each sample processed. Each fraction was placed in a 15-ml conical centrifuge tube. Cyanmethemoglobin reagent solution, 2 ml, was added to tubes containing major hemoglobin components such as hemoglobins A, S, or C, and 1 ml to the tubes containing Hb A2. The gels were finely minced, covered, and allowed to stand at room temperature overnight. After agitation and centrifugation, supernates of the major Hb fractions were diluted 10-fold with cyanmethemoglobin reagent while Hb A2 extracts were read undiluted.
The absorption of each sample was determined at 420 nm. 
Results
After electrophoresis and elution from the gels, the percentages of the major Hb components found for individuals with sickle trait (AS), Hb SC disease and Hb C trait are listed in Table 1 . beta-thalassemia and has no detectable Hb A. In such instances, family studies may be necessary for accurate diagnosis. The elevation of Hb A2 concentration in SS is most likely spurious, resulting from incomplete separation of hemoglobins S and A2 during electrophoresis.
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